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Human and simian immunodeficiency virus (HIV/SIV)
Tat proteins are specified by two coding exons. Tat func-
tions in the transcription of primate lentiviruses. A
plethora of in vitro data currently suggests that the
second coding exon of Tat is largely devoid of function.
However, whether the second exon of Tat contributes
functionally to viral pathogenesis in vivo remains un-
known. To address this question directly, we compared
infection of rhesus macaques with an SIV, engineered to
express only the first coding exon of Tat (SIVtatlex), to
counterpart infection with wild-type SIVmac239 virus,
which expresses the full 2-exon Tat. This comparison
showed that the second coding exon of Tat contributes
to chronic SIV replication in vivo. Interestingly, in ma-
caques, we observed a cytotoxic T lymphocytes (CTL)
response to the second coding exon of Tat, which ap-
pears to durably control SIV replication. When SIV mu-
tated in an attempt to escape this second Tat-exon-CTL,
the resulting virus was less replicatively fit and failed to
populate the host in vivo. Our study provides the first
evidence that the second coding exon in Tat embodies
an important function for in vivo replication. We suggest
the second coding exon of Tat as an example of a func-
tionally constrained “epitope” whose elicited CTL re-
sponse cannot be escaped by virus mutation without
producing a virus that replicates poorly in vivo.

Human immunodeficiency virus is the causative agent of
AIDS (1). HIV? infection causes AIDS after years of chronic,
active infection. Viral replication, as measured by plasma viral
genome copies, correlates well with disease progression (2—4).
Increasing evidence suggests that cytotoxic T lymphocytes
(CTL) play a critical role in the initial clearance of primary
viremia (5, 6) as well as in the maintenance of the asymptom-
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atic phase of infection (7-9). Relevant to this concept, the
selection of viral mutations associated with loss of CTL re-
sponse has been found in HIV-1 as well as simian immunode-
ficiency virus (SIV) infections (10-12). Hence, in HIV-infected
patients, CTL escape mutations in nef, env, and gag have been
detailed (10). Indeed, escape from immunodominant CTL re-
sponse is associated with progression to AIDS (13).

Current thinking suggests that vaccines, which induce CTL
responses to HIV, although incapable of preventing infection,
could provide partial or complete protection from AIDS pro-
gression. The efficacy of such CTL-inducing vaccines is, how-
ever, limited by the propensity to select for escape mutations
(14). The extreme mutability of HIV as evidenced by its rapid
development of resistance to reverse transcriptase and prote-
ase inhibitors is well documented (reviewed in Refs. 15 and 16).
Hence, elucidation of immunologically important epitope(s)
constrained against mutation by functional or structural value
to viral survival would represent an important advance for
vaccine development. Currently, no description of such a can-
didate exists.

Several HIV open reading frames such as env and protease
are highly susceptible to second site compensatory mutations
that rescue functions lost through original mutations (17-19).
Functional constraints, which serve to limit mutation, would
appear to be poorly operative for these viral proteins. On the
other hand, more compact HIV open reading frames necessary
for viral viability may be less tolerant of mutations. The HIV/
SIV Tat protein is a small regulatory polypeptide whose func-
tion is essential for virus replication (reviewed in Ref. 20).
There is evidence that CTL response against Tat may be more
efficacious in controlling infection than comparable responses
to viral structural proteins (21). However, the importance of
such a finding is tempered by an observation that a CTL
epitope in the first coding exon of SIV Tat quickly mutates upon
acute immune selection (12). Recently, Walker and colleagues
(22) have defined for HIV-1 an optimal epitope in the first
coding exon of Tat and have suggested that CTL could be
disease-effective if targeted to a region of Tat functionally
constrained against immune-induced mutations. Here, we re-
port that the second coding exon of Tat contains a function
important for in vivo SIV replication in macaques and that CTL
response against this region of Tat durably controls SIV repli-
cation. We provide evidence that CTL escape mutation in the
second coding exon of Tat occurs with a prohibitive loss of
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replicative fitness. Our results lead us to propose the second
coding exon of Tat as an example of a functionally constrained
epitope to which effective in vivo CTL response could control
viral infection because CTL escape mutations in this epitope
result in viruses that replicate poorly in vivo.

EXPERIMENTAL PROCEDURES

Animals—Protocols for the animals (adult rhesus macaques, 5-9 kg)
were approved by the Tulane National Primate Research Center
(TRPRC) institutional animal care and use committee. All animals were
experimentally naive and were seronegative for D retrovirus and SIV.

Virus Clones—The proviral SIVmac239(open) clone, pNdBpuRQ,
was generously provided by Riri Shibata. The SphI-Munl segment of
pNdBpuRQ, was isolated, the Munl site was blunted with Klenow
polymerase, and the segment was cloned into the SphI-Smal sites of
pSP72 (Promega, Madison, WI) to form the shuttle vector, pSP72SIV.
The three point mutations, as described under “Results,” were then
introduced by PCR cloning, and the segment containing the mutations
was cloned back into pNdBpuRQ to make pSIVtatlex. For purposes of
this study, SIV generated from the pNdBpuRQ clones is STVmac239.

Viral Stocks—The viral stocks were prepared by lipofection of the
plasmid DNAs into 293T cells (AIDS Reagent Program, National Insti-
tutes of Health, Bethesda, MD) with Lipofect AMINE (Invitrogen). The
cells were then cultured for 3 days. The supernatant was harvested,
clarified, and aliquoted. Stock aliquots only underwent one freeze-thaw
cycle. The TCID;, of each stock was determined on CEM-X-174 cells
(AIDS Repository) and calculated using the methods of Reed and
Muench (23).

Rev Assay—Using Lipofect AMINE (as above), 293T cells were trans-
fected with 4 ug of pDM128-CAT (Rev-dependent CAT expression vec-
tor) (24) and with 2 ug of pSIVtatlex, pSIVtat2ex, pUC, or pRSV-Rev
(Rev expression vector) in 6-well plates. Cell lysates were prepared 48 h
after transfection and analyzed for CAT content by CAT enzyme-linked
immunosorbent assay (Roche Applied Science) according to the manu-
facturer’s protocol.

Virus Infection—Each stock was diluted in serum-free RPMI medium
to a concentration of 100 infectious units/ml on the day of infection.
Each animal then received 1 ml of the appropriate stock through intra-
venous injection.

Branched DNA—Branched bDNA assays were performed at Bayer
Corp. (Emeryville, CA) as described previously (25). Plasma from hep-
arinized blood was separated and stored at —70 °C until it was assayed.
The lower limit of detection was 1500 SIVmac viral genome copies/ml.
The assay has a specificity of 96% (26).

PCR Cloning—After virus from plasma was pelleted, RNA was ex-
tracted with standard techniques. Reverse transcription was performed
with primer, Out2 (see below), and enzyme, M-MuLV (New England
Biolabs, Beverly, MA). Nested PCR was performed on the reverse-
transcribed DNA with an outer primer pair (Outl, 5'-TGGAGGTTCT-
GGAAGAACTG-3', and Out2, 5-CTCCAAGCTGGTACACCATA-3')
and an inner primer pair (Inl, 5'-GGAGGTTCTGGAAGAACTGA-3’,
and In2, 5'-GGATGGCGATAAGCAGCTGAT-3') from the tat region of
SIVmac. PCR products were cloned using the Original TA cloning kit
(Invitrogen), according to the manufacturer’s protocol.

CD4+ Cell Staining and Quantification—T-cell numbers were eval-
uated by flow cytometry using fluorochrome-labeled monoclonal anti-
bodies with the following specificities: CD3-fluorescein (clone SP34;
Pharmingen), CD4-phycoerythrin (clone Leu3a; Immunocytometry Sys-
tems), and CD8-Per-CP (clone Leu2a; BD Biosciences). The relative
numbers of CD3+CD4+ cells, CD3+CD8+ cells, and fluorescent beads,
as determined by flow cytometry (FACSCalibur, BD Biosciences), were
used to calculate the numbers of these cells per ul of blood according to
the formula provided by the manufacturer’s instructions.

y-Interferon ELISPOT and Intracellular Cytokine Staining—Ma-
caque PBMCs, purified by standard Ficoll separation and frozen in
Me,SO-freezing media, were thawed and examined for y-interferon
production after stimulation with SIV peptides. Nitrocellulose, micro-
titer plates (Millipore, Bedford, MA) were incubated with an anti-y-
interferon antibody (B27; Pharmingen) at 2 pg/ml overnight at 4 °C.
After the wells were washed and blocked, PBMCs (1-4 X 10°) were
added to each well in 100 ul of RPMI/10% fetal bovine serum. Peptide
pools (2—3 peptides/pool) were added in 100 ul of RPMI/10% fetal bovine
serum to a final concentration of 2—4 pg/ml. The cells and peptides were
incubated at 37 °C, 5% CO, for 36 h. After washing, a second anti-y-
interferon antibody (Clone 7-86-1; Diapharma, West Chester, OH) at 1
png/ml in 100 pl was added, and the wells were incubated for 1 h at
37 °C. Wells were washed again. Avidin-horseradish peroxidase (Vector
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Laboratories, Burlingame, CA) was added in 100 ul, and the plate was
incubated at 37 °C for 30 min. Wells were washed six times, and the
spots were developed with undiluted 2,4- diaminobutyric acid (ResGen,
Huntsville, AL) for ~10 min at room temperature. After the wells were
rinsed with H,O, the spots on the membrane of each well were counted
under a stereomicroscope. All cell-peptide pool samples were run in
duplicate. The Tat (15-mer) peptides were obtained through the AIDS
Research and Reference Reagent Program, Division of AIDS, NIAID,
National Institutes of Health. The number of spot-forming cells/10°
PBMCs was calculated by subtracting the background (the number of
spots in the control wells) and adjusting for cell number per well and
then normalized by a factor of 6 to control for the freeze-thaw effect. In
control studies, the freeze-thaw cycle reduced ELISPOT spot-forming
cells by an average of 6-fold. All reported data were at least twice the
level of the negative control. For intracellular cytokine staining, fresh
PBMCs were separated from the whole blood of animal L.840 drawn 3.5
years after infection. The final nine,15-mer peptides (National Insti-
tutes of Health AIDS Research and Reference Reagent Program catalog
numbers 5429-5437) of Tat were used to individually stimulate CD8+
T-cells. The peptides overlap by 11 amino acids and have at least 1
amino acid in the second exon of Tat. Staphylococcal enterotoxin B was
used a positive control for activation. Cell staining, flow cytometric
analysis, and data processing were done strictly according to the BD
Biosciences protocol for rhesus blood. Antibodies used for the cell stain-
ing were a-CD3 fluorescein isothiocyanate (clone SP34, Pharmingen),
a-CD8 PerCP (clone SK-1, Immunocytometry Systems), a-CD69 PE
(clone L78, Immunocytometry Systems), and a-TNFa APC (clone
6401.1111, Immunocytometry Systems). For each peptide or staphylo-
coccal enterotoxin B stimulation, the percentage of TNFa producing
CDS8- and CD69-positive lymphocytes was calculated by computer anal-
ysis. The results were analyzed using the BD Bioscience method.

RESULTS

The Second Coding Exon of Tat Is Important for SIV Repli-
cation in Macaque—Previously, we and others have shown that
the second coding exon of Tat is important for in vitro HIV-1
replication in human PBMCs (27). To investigate this require-
ment in vivo, we constructed two otherwise isogenic forms of
SIVmac239 differing only in their second coding exon of Tat.
SIVtatlex, which encodes only the first coding exon of tat, was
constructed from SIVmac239 by mutating codons 96 and 97 of
Tat from GCA-TCA to TGA-TAA (bases 6843-6847 in
SIVmm239 GenBank™ M33262; underlined nucleotides were
changed as indicated), which generated two consecutive stop
codons at the end of the first coding exon of Tat (Fig. 14). We
confirmed by direct sequencing that pSIVtatlex encodes only a
95-amino-acid truncated 1st-exon Tat. Because the rev reading
frame (1+ relative to tat) overlaps tat in this region of the
genome, we checked that our nucleotide changes were conserv-
ative for Rev function. Direct measurements using a Rev-de-
pendent CAT reporter plasmid (24) verified that Rev function
was unchanged between SIVtatlex and SIVmac239 (Fig. 1B).
We next generated viral stocks by transfecting SITVmac239 and
SIVtatlex in parallel into 293T cells. Three days after trans-
fection, the tissue culture media were clarified and aliquoted as
viral stocks. The p27 values of the viral stocks were 1.4 ng/ml
for pSIVmac239 and 2.7 ng/ml for SIVtatlex. TCID;, values, as
determined on CEM-X-174 cells, were 3083 and 4050 infectious
units/ml for STVmac239 and SIVtatlex, respectively.

We infected intravenously six adult macaques with 100
TCIDj, of either STVmac239 (two animals, M154 and N361) or
SIVtatlex (four animals, 1.840, L855, L.882, and N200). Blood
samples were collected serially for viral load and CD4 meas-
urements. The viral load in all six animals peaked between
days 14 and 17 (Fig. 2, A and B) after infection. The observed
viral peaks were roughly equivalent (~10% copies/ml) in the two
groups and comparable with values documented previously in
the majority of our animals infected with SIVmac (28). In the
post-acute period (> 6 weeks), the two SIVmac239-infected
animals had high set point plasma viral load (>107 copies/ml).
By comparison, the four SIVtatlex-infected animals controlled
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Fic. 1. Construction of a SIV molecular clone which expresses only the first exon of Tat. A, schematic representation of SIVmac239 and
its SIVtatlex derivative. SIVtatlex differs from SIVmac239 only in that codons 96 and 97 (BCA TCA) from the latter were changed to TGA TAA
in the former. B, Rev-dependent CAT expression. 293T cells were co-transfected with a Rev-dependent CAT expression vector, pDM128-CAT,
separately with SIVtatlex, SIVmac239, or control pUC18. Cell lysates were harvested and analyzed for CAT production using enzyme-linked
immunosorbent assay. Replicate assays confirmed that there was no statistically significant difference in CAT activity with SIVtatlex versus

SIVmac239.

viremia relatively better. Two (N200 and L.882) had viral loads
consistently near 10° copies/ml, whereas the other two (1.840,
L.855) had viral load values that became virtually undetectable
by days 60-160 after infection.

A More Severe Disease Course Is Seen in SIVmac239-infected
than SIVtatlex-infected Macaques—Other than their tat gene,
SIVmac239 and SIVtatlex are isogenic. Hence, a comparison of
the disease courses engendered by the two viruses should re-
veal the contribution (if any) of the second Tat exon to in vivo
pathogenesis. We, thus, examined the CD4+ cell profile and
the clinical outcomes in our six infected macaques.

In the two SIVmac239 animals (M154 and N361) CD4+
T-cell counts, after infection, declined rapidly and progres-
sively, reaching a nadir of ~100 cells/ul (Fig. 2C). Both ma-
caques developed pneumonia, anorexia, and weight loss at 4
and 7 months after infection, respectively, and had to be eu-
thanized. By comparison, although CD4+ T-cell counts also fell
initially, the four SIVtatlex animals did much better. Two
SIVtatlex animals (N200 and L882) stabilized their CD4+
T-cell counts to between 250 and 500 cells/ul; the other two
SIVtatlex animals (L840 and L855), after an initial decline,
raised their CD4 counts to approximately =1000 cells/ul by the
fourth week of infection (Fig. 2D). The clinical courses were
also significantly better in the SIVtatlex group. Although 1.882
did have weight loss, thrombocytopenia, and anemia after 9

months and was euthanized at the 10th month after infection
secondary to severe respiratory distress, the other three
SIVtatlex macaques did well. N200 had stable CD4+ T-cell
count of ~500 cells/ul and remained healthy for more than 2
years after infection. L840 and L855 had long term control of
viremia and stable CD4 counts for more than 1 year; both
remained clinically well more than 3 years after infection.
Thus, all four SIVtatlex animals did better than their SIV-
mac239 counterparts, and three of the four SIVtatlex ma-
caques survived well beyond the demise of both SIVmac239
animals.

Rapid Change of 1-Exon Tat to 2-Exon Tat Prognosticates a
Poor Clinical Outcome—413 days into our study, we observed a
sudden rise in viral load in animal L855 (Fig. 3A), which was
accompanied by a precipitous drop in CD4 cell count (Fig. 3B).
This contrasted with a largely unchanged viral load and stable
CD4 cell count in the companion L840 animal. We were puzzled
by the sudden divergence in the presentations of 1.882 and
L1855 and sought to understand whether the virus in one of
these two animals might have changed to the more pathogenic
two exon Tat-encoding SIVmac239.

To address the question of virus reversion from SIVtatlex to
SIVmac239, we carefully examined plasma viral RNAs col-
lected serially from all four SIVtatlex animals, N200, L855,
L1882, and L840 (Table I). tat sequence in the viral RNAs was
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Fic. 2. Plasma viral loads and CD4+ T-cell counts in the SIVmac239 (A and C; animals M154, N361)- and SIVtatlex (B and D;
animals 1840, L855, L882, N200)-infected macaques. The viral load or SIV RNA copies per ml of plasma, as measured by a branched DNA
assay, are plotted versus day after infection. Peripheral blood CD4+ T-cell counts were determined by flow cytometry at indicated times after
infection. The counts, expressed in CD4+ T-cells per ml of whole blood, are also plotted versus day after infection.
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Fic. 3. Comparison of SIVtatlex-infected macaques, the viral loads of L840 and L855 (A), and CD4+ T-cell counts (B) at the
indicated times after infection. The arrows (light red for 1L.840 and dark red for L.855) denote the time of opening or closing of the tat stop codons.

amplified by reverse transcriptase-PCR, cloned into plasmid
vectors, and sequenced. Proviral DNA was sequenced only a
single time (i.e. the final L840 time point; Table I) when viral
RNA inexplicably could not be amplified by reverse tran-
scriptase-PCR. For each time point, the status of the tat stop
codons was determined from several independent clones. (Note:
the denominator in Table I indicates the number of clones
sequenced; the numerator represents the number of clones
with the indicated sequence at codons 96 and 97. SIVtatlex
commenced with the TGA TAA sequence at positions 96 and
97).

In all SIVtatlex animals, stop codons at positions 96 and 97
were maintained through the first 4 weeks of infection. Inter-

estingly, as early as day 56, one SIVtatlex animal, L.882, had
reverted both stop codons, opening them in eight of eight se-
quenced clones. This stop-codon-opening was bona fide rever-
sion and not sample contamination since the reverted amino
acids at 96 and 97, Ser-Ser, were different from the wild-type
amino acids, Ala-Ser. Indeed, this rapid change from SIVtatlex
to SIVmac239 in L.882 apparently explains its STVmac239-like
(i.e. M154- and N361-like) demise at the 10th month after
infection. Hence, a revised interpretation of the comparative
courses in the six animals is that three out of three original/
rapidly reverted SIVmac239 animals (i.e. M154, N361, L.882)
uniformly succumbed to disease/death by the 10th month of
infection, whereas three out of three SIVtatlex animals (i.e.
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TABLE 1
Tat codons 96 and 97 in SIVtatlex infected animal over time
Day N200 L855 1882 L840
35 TGA TAA 11/11

42 TGA TAA 6/6
56  TGA TAA 7/7

TGA TAA 4/7 TGA TAG 3/7

TGA TAA 19/24 TCA TAA 5/24
TCA TCA 8/8

TGA TAG 3/5 TGA TAA 2/5

127  TGA TAG 7/7 TGA TAG 5/5 TCA TCA 4/5 TCA TTA 1/5 TGA TAG 6/11 TCA AA 5/11
156 TGA TAG 5/5 TCA TCA 7/12 TGA TAG 4/12
TCA TAA 1/12
184 TGA TAG 5/5 TCA TGA 7/15 TGA TAG 8/15 TCA TAA 10/14 TGA TAA 2/14 TGA
TCA 1/14 TCA TCA 1/14
212 TCA TCA 4/4
268 TGA TAG 4/4 TCA TCA 7/8 TCA TCG 1/8 TCA TCA 7/8 TCA TAA 1/8
352 TGA TAG 10/10
413 TGA TAG 10/10 TCA CGA 8/12 TCA CAA 1/12 TCA TCA 7/10 TGA TCA 1/10 TGA
TGA TAG 3/12 TAG 1/10
485 TGA TAG 5/5 TGA TAG 4/5 TCA TCA 1/1
609 TCA CGA 8/10 TCA CCA 1/10
TGA TAG 1/10
667 TGA TAG 10/10
773 TGA TAG 1/1
955 TGA TCA 5/6 TGA  TCA CCA 12/12
TAA 1/6
1386 TGA TAG 7/10TCA TCA 3/10

N200, 1855, L.840) remained clinically well more than 2 years
after infection.

Other than L882, the three remaining SIVtatlex animals,
N200, L855, L.840, maintained firmly both Tat stop codons
through the first year of infection. Nevertheless, a detailed
perusal of their sequence results was informative. For example,
the opening of the stop codons in L855 (i.e. 9 out of 12 clones
opened) by day 413 temporally correlated with its rise in viral
load and concomitant decline in CD4+ cell count (Fig. 3; Table
I). When considered with the outcomes observed for M154 and
N361 (SIVmac239 animals) and L882 (a rapid revertant to
SIVmac239), the L855 finding supports that a change from
one-exon Tat- to two-exon Tat-encoded virus is likely causative
in vivo of increased viral load and decreased CD4 cell counts.

A second set of instructive findings was seen in the
SIVtatlex animal L.840. Early after infection, L.840 had low
viral loads and high CD4+ cell counts (Fig. 3). Interestingly,
when sequence data were examined, by day 268 after infection,
L840 presented evidence for attempted reversions to SIV-
mac239, opening both stop codons in seven out of eight se-
quenced clones (Table I). Curiously, unlike L.882, the in vivo
attempt of L840 to mutate from SIVtatlex to SIVmac239 failed
to succeed durably. Indeed, when day 485 viral RNAs were
sequenced, L.840 again showed an in vivo dominant SIVtatlex
virus (i.e. four out of five clones had the TGA-TAG sequence;
Table I). We note that unlike the finding for 1.885, where
mutation of SIVtatlex virus to SIVmac239 occurred in the face
of rising viral load and falling CD4 counts, the re-emergence of
SIVtatlex virus in L840 occurred in a setting of low viral load
and high CD4+ cell counts (Fig. 3). One interpretation is that
the L840 immune system succeeded (where L1855 failed) in
selecting against the more potently replicating SIVmac239 vi-
rus, permitting the re-emergence of the less potent, but im-
mune unselected, SIVtatlex virus. Indeed, to date, after more
than 1500 cumulative days of infection, 1.840 remains clinically
healthy with a normal CD4+ T-cell count and a low viral load
(~2000 copies/ml). Taken together, our collective data are fully
compatible with the notion that SIV that expresses the 2-exon
form of Tat is better than its 1-exon counterpart in in vivo
replication/pathogenesis.

Cellular Immune Response Directed to the Second Coding
Exon of Tat Is Found in L840—The different outcomes in 1.882,
L.855, and L840 to nascent reversions of SIVtatlex to SIV-
mac239 prompted us to consider whether differential immune
responses (i.e. CTL) to the second coding exon of Tat might

explain the varying courses. We assessed CTL activity using a
v-interferon ELISPOT assay (29). In this assay, PBMCs, which
had been cryopreserved, were stimulated with two pools of
peptides from the second coding exon of Tat. The number of
cells, which were stimulated by peptides to produce <y-inter-
feron, was counted based on in situ immunological detection of
spots of cells affixed to membrane. We were limited in this
analysis by the fact that we did not successfully anticipate the
serial cryopreservation of PBMC samples from all animals.
Hence, a complete comparison of CTL responses could not be
performed. Nevertheless, in limited side-by-side comparisons of
successfully preserved PBMCs from M154, N361, L.855, 1.882,
L840, and N200 at ~6 months after infection, we found that
L882 had the worst, whereas L840 had the best, cellular re-
sponses to two different pools of Tat second coding exon pep-
tides (Fig. 4A). The results are compatible with the idea that an
effective CTL directed to the second coding exon of Tat in 1.840
selected against the nascent transition (day 268; Table I) of
SIVtatlex to the better replicating SIVmac239, permitting the
re-emergence by day 485 (Table I) of SIVtatlex (which is not
selected against by CTLs specific for the second coding exon of
Tat). The less robust CTL responses in L.882 and L855 were
apparently insufficient to control SIVmac239, hence allowing
for nascent forms of the better replicating SIVmac239 to
quickly dominate in vivo.

The cellular response of L840 to the second exon of SIV-
mac239 Tat was further independently verified using intracel-
lular cytokine staining. Intracellular cytokine staining was
performed after stimulation of L840 PBMCs with peptides from
the second exon of Tat. The cells were stained with an anti-
TNF« antibody and then analyzed by flow cytomtery (Fig. 4B).
The results suggest that L840 has CTL activity against two
epitopes in the second exon of Tat, one within peptides 2 and 3
and the other within peptides 7 and 8. Since these peptides
overlap, these data suggest that the epitopes recognized by
L840 correspond to amino acids 92-104 and 112-124 of SIV-
mac239 Tat.

We also compared anti-SIV humoral responses in our in-
fected macaques to see whether differences in this immune
parameter might explain the various viral courses. By immu-
noblotting assays, we found that SIV-specific humoral immune
responses in L840, L.855, and N200 were similar (Fig. 5) and
could unlikely account for the different viral courses observed
in these animals. The other three macaques, M154, N361, and
L1882, had little to no humoral immunity against SIV; this is an
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oft-observed characteristic of rapid progressors in this model of
SIV infection (30).

Human Findings Support the Contributory Role of the Sec-
ond Coding Exon of Tat for in Vivo Virus Replication—The
above findings from SIVtatlex-infected macaques may or
may not be generalizable to HIV-1 infection in humans. For
purposes of comparison, it is, of course, not possible to delib-
erately inoculate an engineered HIVtatlex into human. How-
ever, it occurred to us that such an inoculation may already
have been inadvertently performed in three human individ-
uals. Three laboratory workers (LWF, LWR, LWS) were ac-
cidentally infected in 1985 and 1990 with laboratory-pas-
saged HIV-1 IIIB. Although unrecognized at the time, recent
analyses (31) show that IIIB, unlike primary HIV-1 isolates,
has a premature stop codon in its tat gene, rendering it a
virtue HIVtatlex equivalent for SIVtatlex. By retrospec-
tively studying the viral courses in LWF, LWR, and LWS, we
could ask two questions. The first question is whether the
opening of 1-exon-HIV Tat to 2-exon-HIV Tat also correlated
with virus replication and disease progression in human. The
second question is whether there is evidence to support the
notion that immune selection against the second exon of Tat
can drive a better replicating HIV-2-exon-Tat in vivo to its
less potent HIV-1-exon-Tat form.

We analyzed serial HIV sequences in LWF, LWR, and LWS
focusing on the premature stop codon of ITIIB in ¢at. In our small
sampling set, the HIV IIIB findings largely agreed with the
results from our SIV-infected macaques. For instance, patient
LWR, like macaque L882, had a rapidly demonstrable and
stably maintained change from his/her 1-exon Tat IIIB-virus to
anew 2-exon Tat HIV. Remarkably, this change in LWR, which
parallels the change of SIVtatlex to SIVmac239 in L.882, also

accompanied an L.882-like precipitous decline in CD4 cell count
(Fig. 6A, bottom right) with rapid progression within 1 year (32)
to AIDS disease. Thus, the LWR scenario for HIV/human is
essentially the same as the 1882 scenario for SIV/macaque.
Considered together, both findings support the notion that the
second Tat exon of primate lentiviruses conserves a function
generally important for HIV/SIV replication/pathogenesis in
vivo.

We next asked whether human immune response to the
second coding exon of Tat might also contribute to controlling
in vivo HIV replication. Here, the course of patient LWF was
instructive. LWF was infected in 1985 but then remained clin-
ically well for the next 11 years (up through 1996) with robust
CD4 counts of around <500/mm? (and CD4A of ~16-19%). We
noted with great interest that the IIIB Tat stop codon of LWF
remained intact for 13 years until 1998 when, like macaque
L840, mutation to a new 2-exon Tat IIIB virus was observed (in
three out of five sequenced samples; Fig. 6A, bottom). Remark-
ably, when LWF sequences were re-examined 3 years later (i.e.
in 2001), like the finding for macaque L.840, the 2-exon-Tat IIIB
form was undetectable; the original 1st-exon-Tat virus re-
emerged as the sole form (in three out of three sequences; Fig.
6A, bottom). This, pending further verification, suggests that
an in vivo immune response to the second coding exon of Tat
eliminated the more potent 2-exon-Tat virus permitting the
maintenance of the less replication competent 1-exon-Tat IIIB
virus.

The final patient LWS remained clinically well through 1994
(information beyond 1994 was not available to us). Like ma-
caque N200, consistent with his/her “benign” clinical course,
LWS firmly maintained the IIIB virus in its 1-exon-Tat format
(Fig. 6A, bottom). Overall, the collective data from six ma-
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caques and three human are consistent with the presence of an
in vivo replication/pathogenesis function in 2-exon-Tat, which
is absent from 1-exon-Tat.

DISCUSSION

We have constructed an infectious SIVtatlex virus that ex-
presses a 1-exon tat gene. SIVtatlex, when compared with an
otherwise isogenic 2-exon tat SIVmac239, permitted us to ask
two questions. First, is there a contribution by the second
coding exon of Tat to in vivo virus replication/pathogenesis?

Second, if the second coding exon of Tat is functionally impor-
tant, would its importance override the normal attempts by
virus to mutate to escape in vivo selection by CTL? The latter
question is particularly significant to developing a durable
CTL-eliciting vaccine. Currently there is no example of a CTL
response, which has not prompted successful mutational es-
cape in vivo by HIV-1.

Our results support the novel conclusion that the second
coding exon of Tat, thought previously to be devoid of function
in vitro, is important for in vivo virus replication/pathogenesis.
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In infected macaques, we observed that two SIVmac239 ani-
mals (M154 and N361), and one SIVtatlex animal (L.882)
whose virus mutated quickly to STVmac239, all had uniformly
higher viral loads, lower CD4+ cell counts, and more rapid
progression to simian AIDS (Fig. 1) than their three SIVtatlex
counterparts. “Non-reverted” SIVtatlex animals (L840 and
L855) remained clinically well for extended durations, showed
good viremia control, and raised their CD4+ T-cell counts in
the chronic periods after infection (Fig. 2). When the Tat stop
codons did open in macaque 1855 on day 413 (Table 1), this
opening correlated with increased viral load and decreased
CD4+ T-cell count (Fig. 3), further reinforcing a link between
the second Tat exon and in vivo SIV replication/pathogenesis.
Likewise, in three human individuals infected with 1-exon Tat
HIV, the opening of the HIV IIIB-Tat stop codon in patient
LWR also correlated with the emergence of low CD4+ T-cell
count and rapid progression to AIDS. Collectively, the findings
implicate a contributory function in the second coding exon of
Tat to in vivo replication and pathogenesis during the chronic
phase of infection.

We do not currently understand what is the function encoded
by the second exon of Tat. There are several possibilities. Full-
length HIV-1 Tat has been shown to have several roles, includ-
ing the modulation of host gene expression (33-37), activation
of resting T-cells (38), induction of chemokine production (39),
and direct suppression of antigen specific CD8+ T-cell immune
response in vivo (40). The second coding exon of Tat has also
been shown to have a propitious effect on HIV-1 replication in
tissue culture (41, 42). Contribution to one or more of these
effects by the second exon of Tat could explain its in vivo role
for replication and pathogenicity.

Allen et al. (12) had reported previously that a strong CTL
response was elicited in macaques to amino acids 28—35 in the
first coding exon of SIV Tat. However, as discussed by those
authors, because this portion of Tat has no in vivo function,
viruses mutated in amino acids 28-35 (rendering the CTL
response effete) quickly emerged and populated the infected
host. Our finding that the second coding exon of Tat is func-
tionally important for in vivo replication/pathogenesis raises
the possibility that SIV may not be able to mutate and escape
CTL directed to this segment and yet remain viable. Relevant
to the consideration of this possibility, we found that our SIV-
infected macaques did mount a CTL response to the second Tat
exon and that the animal (L840) with the most robust Tat-CTL
had a superior clinical course (Fig. 4).

Our SIVtatlex virus responded to 2nd-exon Tat CTL differ-
ently from the way the SIV of Allen et al.(12) responded to
1st-exon Tat CTL. Whereas the virus of Allen et al. (12) virus
quickly mutated its 1st-exon Tat and permanently escaped
such CTL, our SIVtatlex appeared unable to evade CTL raised
to the 2nd-exon of Tat. This is illustrated by the behavior of the
SIVtatlex virus in macaque L840. Hence, on day 127 after
infection, 100% of the virus of L840 (11/11; Table I) was in
1-exon Tat form (i.e. TGA, TAG, or TAA). However, 141 days
later, by day 268, fully 87.5% of the virus of L840 had mutated
to a 2-exon Tat form (seven out of eight clones had opened both
stop codons; Table I). Subsequently, presumably, in response to
the development of 2nd-Tat exon CTL in L840 (Fig. 4), by day
667, all traces of 2-exon Tat SIV was gone; 10 out of 10 se-
quenced clones showed the complete return of virus to the
SIVtatlex format (Table I). Curiously, after 100% of the 1.840
virus had “returned” to 1-exon Tat form by day 667 (therefore,
in principle, fully escaped from CTL specific to the second exon
of Tat), a second cycle of 1-2-exon evolution reinitiated. Thus,
on day 1386, 30% of the virus of L.840 again presented in 2-exon
Tat form (3/10; Table I).

Replication-important Function in Second Coding Exon of Tat

HIV and SIV predominantly escape CTL by single amino
acid mutations within the targeted epitope (13, 43—48). Suc-
cessful, long term suppression of viremia by CTL presumably
requires immune targeting to epitope(s) in which any mutation
is associated with a significant loss of viral function or fitness.
In L840, SIV escaped CTL directed against the second exon of
tat through epitope deletion (via truncation of the Tat reading
frame), although truncation of Tat came with a significant loss
of viral fitness. Similar epitope deletions have been described
as a mode of escaping nef CTL in vitro and in vivo (47, 49).
Based on our understanding of the lentivirus literature, what is
strikingly unusual about the L840 scenario is its oscillation
between 1-exon-Tat and 2-exon-Tat viruses? Although we do
not fully understand the details that govern this oscillation,
one notion, which we favor, is that maintaining the function of
the 2nd-Tat exon must be important to the in vivo viability of
the L840 virus. Thus, this functional value of the second exon
of Tat to the virus appears to override the mutation of this
epitope for purposes of escaping host immune selection. Hence,
escaped virus (i.e. SIVtatlex) returns to unescaped form (i.e.
SIVmac239) because the escaped form (we reason) is much less
viable and is disfavored in vivo. Possibly, this implies that SIV
(and by extrapolation, HIV) may not be able to evade (via
mutation) long term immune control by CTL specific to 2nd-
exon-Tat. Interestingly, there is evidence for a CTL epitope in
the second exon of HIV-1 Tat (Fig. 6B).

The macaque SIV model has been used extensively for vac-
cine development (50). Two groups have shown that immuni-
zation with Tat resulted in lower simian-human immunodefi-
ciency virus (SHIV) viral loads (51-54). On the other hand, two
other studies, one with SHIV and the other with SIVmac239
(the virus used in this study), showed no difference in viral
load, despite strong cellular immune responses against Tat (55,
56). Based on our findings, it is likely that the quality of the
cellular immune response to Tat may have dictated the differ-
ent outcomes. Directing a CTL response to a functionless ver-
sus a function-containing Tat epitope, which mutates either at
no or at significant replication cost to the virus, likely produces
alternate outcomes. Our data on the 2nd-coding exon of Tat
appear to provide the first inkling of a functionally constrained
“immutable” epitope in primate lentivirus to which an effective
virus-controlling CTL could be elicited such that the virus
either fails to escape or escapes at a significant cost to its in
vivo replicative fitness. If this interpretation is correct, then
prechallenge immune response against the second exon of tat
could be effective in controlling in vivo lentiviral replication.
We propose that the second coding exon of ¢tat be considered for
testing as a vaccine in macaques, and pending that outcome, be
considered further as a possible HIV-1 vaccine candidate.

Acknowledgments—We thank Rama Rao Amara for expert advice and
assistance with the ELISPOT protocol and reagents, Tom Hope for DM128-
CAT plasmid, Vanessa Hirsch for SIVMM serum, Ben Berkhout and Andy
Dayton for critical readings of manuscript, and Kathleen Wyvill, Susan
Wilson, Barbara Kroner, and Thomas O’Brien for information on HIV-1-
infected individuals.

REFERENCES

1. Gallo, R. C., and Montagnier, L. (1987) Nature 326, 435—-436

2. Katzenstein, T. L., Pedersen, C., Nielsen, C., Lundgren, J. D., Jakobsen, P. H.,
and Gerstoft, J. (1996) AIDS 10, 167-173

3. Mellors, J. W., Kingsley, L. A., Rinaldo, C. R., Jr., Todd, J. A., Hoo, B. S.,
Kokka, R. P., and Gupta, P. (1995) Ann. Intern. Med. 122, 573-579

4. Mellors, J. W., Rinaldo, C. R., Jr., Gupta, P., White, R. M., Todd, J. A., and
Kingsley, L. A. (1996) Science 272, 1167-1170

5. Koup, R. A,, Safrit, J. T., Cao, Y., Andrews, C. A., McLeod, G., Borkowsky, W.,
Farthing, C., and Ho, D. D. (1994) J. Virol. 68, 4650—4655

6. Borrow, P., Lewicki, H., Hahn, B. H., Shaw, G. M., and Oldstone, M. B. (1994)
J. Virol. 68, 6103—6110

7. Carmichael, A,, Jin, X., Sissons, P., and Borysiewicz, L. (1993) J. Exp. Med.
177, 249-256

8. Rinaldo, C., Huang, X. L., Fan, Z. F., Ding, M., Beltz, L., Logar, A., Panicali, D.,



10.
11.

12.

13.

14.
15.
16.
17.
18.
19.
20.

21.

22.

23.
24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Replication-important Function in

Mazzara, G., Liebmann, J., Cottrill, M., and Gupta, P. (1995) J. Virol. 69,
5838-5842

. Klein, M. R., van Baalen, C. A., Holwerda, A. M., Kerkhof Garde, S. R., Bende,

R. J., Keet, I. P., Eeftinck-Schattenkerk, J. K., Osterhaus, A. D,
Schuitemaker, H., and Miedema, F. (1995) J. Exp. Med. 181, 1365-1372

McMichael, A. J., and Rowland-Jones, S. L. (2001) Nature 410, 980-987

Evans, D. T., O’Connor, D. H., Jing, P., Dzuris, J. L., Sidney, J., da Silva, J.,
Allen, T. M., Horton, H., Venham, J. E., Rudersdorf, R. A., Vogel, T., Pauza,
C. D., Bontrop, R. E., DeMars, R., Sette, A., Hughes, A. L., and Watkins,
D. I. (1995) Nat. Med. 5, 1270-1276

Allen, T. M., O’Connor, D. H., Jing, P., Dzuris, J. L., Mothe, B. R., Vogel, T. U.,
Dunphy, E., Liebl, M. E., Emerson, C., Wilson, N., Kunstman, K. J., Wang,
X., Allison, D. B., Hughes, A. L., Desrosiers, R. C., Altman, J. D., Wolinsky,
S. M., Sette, A., and Watkins, D. I. (2000) Nature 407, 386-390

Goulder, P. J., Phillips, R. E., Colbert, R. A., McAdam, S., Ogg, G., Nowak,
M. A,, Giangrande, P., Luzzi, G., Morgan, B., Edwards, A., McMichael, A. J.,
and Rowland-Jones, S. (1997) Nat. Med. 3, 212-217

Mortara, L., Letourneur, F., Gras-Masse, H., Venet, A., Guillet, J. G., and
Bourgault-Villada, I. (1998) «J. Virol. 72, 1403-1410

Mayers, D. (1996) AIDS 10, Suppl. 1, S9-S13

Boucher, C. (1996) AIDS 10, Suppl. 1, S15-S9

Stern, T. L., Reitz, M. S., Jr., and Robert-Guroff, M. (1995) «J. Virol. 69,
1860-1867

Moore, J. P., Willey, R. L., Lewis, G. K., Robinson, J., and Sodroski, J. (1994)
J. Virol. 68, 6836—-6847

Nijhuis, M., Schuurman, R., de Jong, D., Erickson, J., Gustchina, E., Albert, J.,
Schipper, P., Gulnik, S., and Boucher, C. A. (1999) AIDS 13, 2349-2359

Jeang, K. T., and Gatignol, A. (1994) Curr. Top. Microbiol. Immunol. 188,
123-144

Stittelaar, K. J., Gruters, R. A., Schutten, M., van Baalen, C. A., van
Amerongen, G., Cranage, M., Liljestrom, P., Sutter, G., and Osterhaus,
A. D. (2002) Vaccine 20, 2921-2927

Addo, M. M., Altfeld, M., Rosenberg, E. S., Eldridge, R. L., Philips, M. N.,
Habeeb, K., Khatri, A., Brander, C., Robbins, G. K., Mazzara, G. P.,
Goulder, P. J., and Walker, B. D. (2001) Proc. Natl. Acad. Sci. U. S. A. 98,
1781-1786

Reed, L. J., and Muench, H. A. (1983) Am. J. Hyg. 27, 493-497

Hope, T. J., McDonald, D., Huang, X. J., Low, J., and Parslow, T. G. (1990)
oJ. Virol. 64, 5360-5366

Dailey, P. J., Zamround, M., Kelso, R., Kolberg, J., and Urea, M. (1995) J. Med.
Primatol. 24, 209

Booth, J., Dailey, P. J., Wingfield, C., Sawyer, L., and Sheridan, P. (1998) in
16th Annual Symposium on Nonhuman Primate Models for AIDS, Atlanta,
Georgia, October 7-10, Yerkes Primate Center, Emory University

Neuveut, C., and Jeang, K. T. (1996) «J. Virol. 70, 5572-5581

Smith, S. M., Holland, B., Russo, C., Dailey, P. J., Marx, P. A., and Connor,
R. 1. (1999) AIDS Res. Hum. Retroviruses 15, 1691-1701

Amara, R. R., Villinger, F., Altman, J. D., Lydy, S. L., O’Neil, S. P., Staprans,
S. I, Montefiori, D. C., Xu, Y., Herndon, J. G., Wyatt, L., Candido, M. A.,
Kozyr, N. L., Earl, P. L., Smith, J. M., Ma, H. L., Grimm, B. D., Hulsey,
M. L., Miller, J., McClure, H. M., McNicholl, J. M., Moss, B., and Robinson,
H. L. (2001) Science 292, 69-74

Hirsch, V. M., Fuerst, T. R., Sutter, G., Carroll, M. W., Yang, L. C., Goldstein,
S., Piatak, M., Jr., Elkins, W. R., Alvord, W. G., Montefiori, D. C., Moss, B.,
and Lifson, J. D. (1996) J. Virol. 70, 3741-3752

Jeang, K. T\, Xiao, H., and Rich, E. A. (1999) J. Biol. Chem. 274, 28837-28840

Pincus, S. H., Messe, r K. G., Nara, P. L., Blattner, W., Coclough, G., and Reitz,
M. S., Jr. (1994) J. Clin. Invest. 93, 25052513

Buonaguro, L., Barillari, G., Chang, H. K., Bohan, C. A., Kao, V., Morgan, R.,
Gallo, R. C., and Ensoli, B. (1992) J. Virol. 66, 7159-7167

Lafrenie, R. M., Wahl, L. M., Epstein, J. S., Yamada, K. M., and Dhawan, S.
(1997) JJ. Immunol. 159, 4077-4083

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.
51.

52.

53.

54.

55.

56.

Second Coding Exon of Tat 44825

Ott, M., Emiliani, S., Van Lint, C., Herbein, G., Lovett, J., Chirmule, N.,
McCloskey, T., Pahwa, S., and Verdin, E. (1997) Science 275, 1481-1485

Westendorp, M. O., Li-Weber, M., Frank, R. W., and Krammer, P. H. (1994)
J. Virol. 68, 4177-4185

Scala, G., Ruocco, M. R., Ambrosino, C., Mallardo, M., Giordano, V.,
Baldassarre, F., Dragonetti, E., Quinto, I., and Venuta, S. (1994) J. Exp.
Med. 179, 961-971

Li, C. J., Ueda, Y., Shi, B., Borodyansky, L., Huang, L., Li, Y. Z., and Pardee,
A. B. (1997) Proc. Natl. Acad. Sci. U. S. A. 94, 8116—-8120

Izmailova, E., Bertley, F. M., Huang, Q., Makori, N., Miller, C. J., Young, R. A.,
and Aldovini, A. (2003) Nat. Med. 9, 191-197

Agwale, S. M., Shata, M. T., Reitz, M. S., Jr., Kalyanaraman, V. S., Gallo, R. C.,
Popovic, M., and Hone, D. M. (2002) Proc. Natl. Acad. Sci. U. S. A. 99,
10037-10041

Verhoef, K., Bauer, M., Meyerhans, A., and Berkhout, B. (1998) AIDS Res.
Hum. Retroviruses 14, 1553-1559

Neuveut, C., Scoggins, R. M., Camerini, D., Markham, R. B., and Jeang, K.-T.
(2003) J. Biomed. Sci., in press

Barouch, D. H., Kunstman, J., Kuroda, M. J., Schmitz, J. E., Santra, S., Peyerl,
F. W., Krivulka, G. R., Beaudry, K., Lifton, M. A., Gorgone, D. A,
Montefiori, D. C., Lewis, M. G., Wolinsky, S. M., and Letvin, N. L. (2002)
Nature 415, 335-339

Barouch, D. H., Kunstman, J., Glowczwskie, J., Kunstman, K. J., Egan, M. A,
Peyerl, F. W., Santra, S., Kuroda, M. J., Schmitz, J. E., Beaudry, K.,
Krivulka, G. R., Lifton, M. A., Gorgone, D. A., Wolinsky, S. M., and Letvin,
N. L. (2003) J. Virol. 77, 7367-7375

Goulder, P. J., Brander, C., Tang, Y., Tremblay, C., Colbert, R. A., Addo, M. M.,
Rosenberg, E. S., Nguyen, T., Allen, R., Trocha, A., Altfeld, M., He, S.,
Bunce, M., Funkhouser, R., Pelton, S. 1., Burchett, S. K., McIntosh, K.,
Korber, B. T., and Walker, B. D. (2001) Nature 412, 334-338

O’Connor, D. H., Allen, T. M., and Watkins, D. 1. (2002) DNA Cell Biol. 21,
659-664

Yang, O. O., Sarkis, P. T., Ali, A., Harlow, J. D., Brander, C., Kalams, S. A.,
and Walker, B. D. (2003) JJ. Exp. Med. 197, 1365-1375

Klenerman, P., Wu, Y., and Phillips, R. (2002) Curr. Opin. Microbiol. 5,
408-413

Singh, M. K., Janvier, G., Calvez, V., Coulaud, P., and Riviere, Y. (2001) AIDS
Res. Hum. Retroviruses 17, 1265-1271

Smith, S. M. (2002) J. Biomed. Sci. 9, 100-111

Cafaro, A., Caputo, A., Fracasso, C., Maggiorella, M. T., Goletti, D., Baroncelli,
S., Pace, M., Sernicola, L., Koanga-Mogtomo, M. L., Betti, M., Borsetti, A.,
Belli, R., Akerblom, L., Corrias, F., Butto, S., Heeney, J., Verani, P., Titti,
F., and Ensoli, B. (1999) Nat. Med. 5, 643—650

Cafaro, A., Caputo, A., Maggiorella, M. T., Baroncelli, S., Fracasso, C., Pace,
M., Borsetti, A., Sernicola, L., Negri, D. R., ten Haaft, P., Betti, M.,
Michelini, Z., Macchia, 1., Fanales-Belasio, E., Belli, R., Corrias, F., Butto,
S., Verani, P., Titti, F., and Ensoli, B. (2000) J. Med. Primatol. 29, 193—-208

Cafaro, A., Titti, F., Fracasso, C., Maggiorella, M. T., Baroncelli, S., Caputo, A.,
Goletti, D., Borsetti, A., Pace, M., Fanales-Belasio, E., Ridolfi, B., Negri,
D. R., Sernicola, L., Belli, R., Corrias, F., Macchia, I., Leone, P., Michelini,
Z., ten Haaft, P., Butto, S., Verani, P., and Ensoli, B. (2001) Vaccine 19,
28622877

Pauza, C. D., Trivedi, P., Wallace, M., Ruckwardt, T. J., Le Buanec, H., Lu, W.,
Bizzini, B., Burny, A., Zagury, D., and Gallo, R. C. (2000) Proc. Natl. Acad.
Sci. U. S. A. 97, 3515-3519

Silvera, P., Richardson, M. W., Greenhouse, J., Yalley-Ogunro, J., Shaw, N.,
Mirchandani, J., Khalili, K., Zagury, J. F., Lewis, M. G., and Rappaport, J.
(2002) <. Virol. 76, 3800-3809

Allen, T. M., Mortara, L., Mothe, B. R., Liebl, M., Jing, P., Calore, B.,
Piekarczyk, M., Ruddersdorf, R., O’Connor, D. H., Wang, X., Wang, C.,
Allison, D. B., Altman, J. D., Sette, A., Desrosiers, R. C., Sutter, G., and
Watkins, D. I. (2002) oJ. Virol. 76, 4108—-4112



